Background: Korean Red Ginseng extracts (RGE) have been suggested as effective immune modulators, and we reported that ginsenosides possess anti-inflammasome properties. However, the properties of nonsaponin components of RGE have not been well studied. Methods: To assess the roles of nonsaponin fractions (NS) in NLRP3 inflammasome activation, we treated murine macrophages with or without first or second inflammasome activation signals with RGE, NS, or saponin fractions (SF). The first signal was nuclear factor kappa-light-chain-enhancer of activated B cells (NF-kB)-mediated transcription of pro-interleukin (IL)-1b and NLRP3 while the second signal triggered assembly of inflammasome components, leading to IL-1b maturation. In addition, we examined the role of NS in IL-6 production and IL-1b maturation in mice. Results: NS induced IL-1b and NLRP3 transcription via toll-like receptor 4 signaling, whereas SF blocked expression. During the second signal, SF attenuated NLRP3 inflammasome activation while NS did not. Further, NS-injected mice presented increased IL-1b maturation and IL-6 production. Conclusion: SF and NS of RGE play differential roles in the NLRP3 inflammasome activation. Hence, RGE can be suggested as an NLRP3 inflammasome modulator.
Introduction
Ginseng, which is the root of Panax ginseng Meyer of the family Araliaceae, is found in eastern Asia (mostly Korea, northeast China, and eastern Siberia) and is one of the most well researched medicinal herbs. Emerging literature has reported that ginseng has various pharmacological constituents, including ginsenosides, polyacetylenes, polyphenolic compounds, and acidic polysaccharides, which ameliorate cancer, diabetes mellitus, and neural disorders [1] . In addition, ginseng and its constituents possess antiaging, antithrombotic, wound healing, and immune regulatory activities [2] . Korean Red Ginseng is made by steaming and drying fresh ginseng root to enhance efficacy, and it contains several unique ginsenosides (Rh2, Rs4, and Rg3) derived from hydrolysis of saponins during heating procedures [3, 4] . Ginsenosides, which are the major active components of Korean Red Ginseng, exhibit anti-inflammatory properties by inhibiting nuclear factor kappa-light-chain-enhancer of activated B cells (NF-kB) activation in association with reduced transcriptional levels of proinflammatory mediators [5] . In addition, Korean Red Ginseng and ginsenosides attenuate inflammasome activation, which plays a vital role in innate immunity [6] .
Inflammasomes play critical roles in hosts against microbial pathogens and endogenous harmful signals [7] . Inflammasomes are multiprotein complexes composed of a nucleotide-binding oligomerization domain-like receptor (NLR, a pattern recognition platform), an apoptosis-related speck-like protein containing a caspase recruitment domain (ASC, an adaptor protein), and procaspase-1 (a cysteine protease). Inflammasome assembly facilitates self-activation of caspase-1, leading to cleavage and secretion of precursor proinflammatory cytokines such as interleukin (IL)-1b and IL-18. Activated inflammasomes also trigger caspase-1-mediated cell death known as pyroptosis [8] . Among several inflammasomes, nucleotide-binding oligomerization domain-like receptors (NOD)-like receptor family, pyrin domain containing 3 (NLRP3) inflammasome is the most well characterized, since it recognizes not only pathogens, but also a variety of dangerassociated molecular pattern molecules such as uric acid crystals linked with gout, b-amyloid plaques associated with Alzheimer's disease, islet amyloid polypeptide and free fatty acids involved in type 2 diabetes, and cholesterol crystals and oxidized low density lipoprotein connected with atherosclerosis [9] . Hence, inhibition of NLRP3 inflammasome activation and IL-1b/IL-18 production, which are final products of NLRP3 inflammasome, is currently a therapeutic strategy for multiple diseases [9] . Activation of NLRP3 inflammasome requires two signals. The first signal, also referred to as the priming step, is commonly induced by toll-like receptor (TLR) ligands such as lipopolysaccharide (LPS), which trigger NF-kB-mediated transcription of pro-IL-1b/IL-18 and NLRP3 [10] . The second signal, termed the activation step, induces assembly of inflammasome components and selfcatalytic activation of caspase-1 through K þ efflux, Ca 2þ mobilization, or reactive oxygen species (ROS) generation [11] . Previously, we reported attenuation of NLRP3 inflammasomemediated IL-1b maturation by Korean Red Ginseng extracts (RGE) as well as inhibition of NLRP3 inflammasome second signaling by ginsenosides (Rh1 and Rg3) [6] . Hence, we investigated RGE as an anti-inflammasome agent that regulates inflammasome-mediated diseases. Although ginsenosides are key elements for regulation of NLRP3 inflammasome activation, the effects of other constituents of RGE, such as nonsaponin fractions (NS), on inflammasome activation have not been elucidated. In this study, we compared the effects of SF or NS of RGE on dual signaling in NLRP3 inflammasome activation using human and murine macrophages. The role of NS in cytokine production was further confirmed in animals.
Materials and methods

Cell culture and treatment
Unless otherwise indicated, all materials for cell culture were purchased from GenDEPOT Inc. (Barker, TX, USA). Bone marrowderived macrophages (BMDMs) were obtained by differentiation of bone marrow progenitors from tibia and femur bones of C57BL/6 mice (6e12-wk-old; Narabio Co., Seoul, Korea) in L929 cellconditioned medium as a source of macrophage colony-stimulating factor [12] . The progenitors were cultured in RPMI 1640 supplemented with 10% fetal bovine serum (FBS), 50% L929 cell-conditioned medium, 100 U/mL of penicillin, and 100 mg/mL of streptomycin. Cells were seeded in nontissue culture-treated Petri dishes (SPL Life Science Co., Phcheon-si, Gyeonggi-do, Korea) and incubated at 37 C in a 5% CO 2 atmosphere for 7 d. THP-1 cells were obtained from Korea Cell Line Bank (KCLB Number 40202; Seoul, Korea) and maintained in RPMI 1640 medium containing 10% FBS, 100 U/mL of penicillin, and 100 mg/mL of streptomycin at 37 C in a 5% CO 2 atmosphere.
Preparation of SF and NS of RGE
RGE were manufactured from roots of 6-yr-old fresh P. ginseng provided by Korea Ginseng Corp. (Daejeon, Korea) [6] . The SF and NS were prepared according to a previous study [13] . Briefly, RGE (2.0 kg) was subjected sequentially to Diaion HP20 adsorption chromatography (Mitsubishi Chemical Co., Tokyo, Japan) using H 2 
Cell treatment for inflammasome activation and inhibition
BMDMs (1.0 Â 10 6 cells per well) were plated on 12-well plates (SPL Life Science Co.) and primed with 1 mg/mL of LPS (SigmaAldrich Co.) with/without NS or SF in RPMI 1640 containing 10% FBS and antibiotics for 3 h [14] . After priming, BMDMs were subjected to the following activation steps. Culture medium was replaced with RPMI 1640 supplemented with nigericin (NG, 40mM; 4312, Tocris Bioscience) with/without NS or SF for 1 h. Cellular supernatant, lysate (Lys), and cross-linked pellets (Pellet) with suberic acid bis (SigmaeAldrich Co.) were collected for further analysis.
Reverse transcription polymerase chain reaction (RT-PCR) and quantitative real time PCR (qPCR)
Total RNA was extracted using Trizol (InvitroGen, Grand Island, NY, USA) and reverse-transcribed to first-strand complementary DNA (cDNA) using an M-MLV cDNA synthesis kit (Enzynomics, Daejeon, Korea). For RT-PCR, transcription was amplified by a SimpliAmp Thermal Cycler (Thermo Fisher Scientific Inc. Grand Island, NY, USA) and nTaq polymerase (Enzynomics). PCR products were visualized by agarose gel electrophoresis and ethidium bromide staining. For qPCR, gene expression was quantified using an Eco Real-Time PCR system (Illumina, San Diego, CA, USA) and TOPreal TM qPCR 2X PreMIX containing SYBR Green (Enzynomics).
Quantitation was normalized with b-actin (Actb) or glyceraldehyde 3-phosphate dehydrogenase (GAPDH). Information on genespecific primers is listed in Table 1 .
Western blot analysis
Supernatant, Lys, and Pellet samples were separated on a sodium dodecyl sulfate polyacrylamide gel (10% or 16%), transferred into a polyvinylidene difluoride membrane (Pall Co., Port Washington, NY, USA), and blocked with 3% skim milk. Bone marrow-derived macrophages (BMDMs) were treated with lipopolysaccharide (LPS; 10 ng/mL), RGE (100 mg/mL), or NS (100 mg/mL) for the indicated time, after which expression of genes (C) and proteins (D) was analyzed. A human leukemic cell line (THP-1) was treated with LPS (10 ng/mL) or the indicated concentration of NS for 6 h. Expression levels of pro-IL-1b mRNA (E) and protein (F) were measured. All data shown are representative of at least two independent experiments. IL, interleukin; TNF, tumor-necrosis factor.
coupled device camera system (AE-9150, EZ-Capture II, ATTO Technology, Tokyo, Japan). The intensity of bands was measured by CS Analyzer Version 3.00 (ATTO Technology).
Animals study
Male C57BL/6 mice (8-wk-old) were purchased from Narabio Co. All mice were maintained under a 12 h light/dark cycle at 24 C. Animals were provided standard sterile food and water ad libitum, after which they were allowed to adjust to the environment for 1 wk. For intraperitoneal injection of NS, mice (n ¼ 3 per group) were injected with NS (1 mg/mouse or 5 mg/mouse) or LPS (100 mg/ mouse). After 6 h, mice were anesthetized with ether inhalation and blood collected by decapitation. Peritoneal cavities were washed with 5 mL of PBS, and peritoneal exudate cells were analyzed by a cell counter (Moxi Z, ORFLO Techlogies, Ketchum, ID, USA). Sera and lavage fluids were collected for further analysis. For oral administration of NS, mice (n ¼ 3 per group) were administered NS (800 mg/mouse/d) for 7 d and then intraperitoneal injection of LPS (100 mg/mouse). Lavage fluids were collected for further analysis. All animal experiments were carried out in accordance with the National Institutes of Health Guide for the Care and Use of 
Cytokine and cytotoxicity assay
To quantify secreted IL-1b, cell culture supernatants of BMDMs were measured by a mouse IL-1beta/IL-1F2 Quantikine ELISA Kit (MTA00B, R&D Systems) or mouse IL-6 Quntikine ELISA Kit (M6000B, R&D Systems). For the cytotoxicity assay, BMDMs (10,000 cells/well) were treated with LPS for 3 h. The cells were treated with the indicated substances (RGE, NS, or SF) for 1 h and cytotoxicity was assessed by the Cell Counting Kit-8 (Dojindo Molecular Technologies, Inc., Rockville, MD, USA) as per the manufacturer's protocol. The plates were readout using an Epoch microplate spectrophotometer (BioTek, Winooski, VT, USA).
Statistical analysis
Statistical analyses were performed using a t test (Mann-Whitney U test) for the two groups or one-way analysis of variance (Tukey's multiple comparisons test) for multiple groups, and survival analysis for lethality test using GraphPad Prism 6 (GraphPad Software, San Diego, CA, USA).
Results
SF or NS differentially regulate cytokine expression in macrophages
To elucidate the effects of RGE and its subfractions (SF and NS) on proinflammatory cytokine production in macrophages, we treated murine BMDMs with RGE with/without LPS. As expected, RGE blocked LPS-mediated pro-IL-1b, TNFa, and IL-1a mRNA induction (Fig. 1A) as well as pro-IL-1b protein expression (Fig. 1B) . Interestingly, a lower dosage of RGE (1 mg/mL) without LPS increased pro-IL-1b and TNFa mRNA (Fig. 1A) , and pro-IL-1b protein (Fig. 1B) expression, whereas a high dosage of RGE (10 mg/mL or 20 mg/mL) blocked LPS-mediated cytokine expression. In addition, RGE solution (concentrated extracts) had a similar effect on pro-IL-1b expression as RGE powder (Fig. 1C) . Based on this result, we hypothesize that RGE has differential effects on cytokine production. To confirm this, we treated BMDMs with NS with/without LPS (Fig. 1D) . NS treatment did not attenuate LPS- Bay (NF-kB signaling inhibitor) or diphenyleneiodonium chloride (DPI; blocker for ROS generation) for 3 h. The protein levels of NLRP3 and pro-IL-1b were analyzed by immunoblotting. NOD (nucleotide-binding oligomerization domain-like receptors)-like receptor family, pyrin domain containing 3; GADPH, glyceraldehyde 3-phosphate dehydrogenase induced cytokine expression. Although SF treatment alone did not upregulate cytokine production, it did block LPS-mediated proinflammatory cytokine expression (Fig. 1E ) and pro-IL-1b protein expression (Fig. 1F) . In addition, we tested the effects of NS on other cytokine and macrophage markers (Fig. 1G) . NS induced IL-6 and IL-10 transcription in macrophages, similar to pro-IL-1b and TNFa expression. However, NS did not affect mRNA expression of F4/80 and CD11b, which are widely used markers of murine macrophages, in BMDMs. Thus, RGE plays differential roles in cytokine production. Specifically, NS from RGE upregulates proinflammatory cytokines while SF downregulates LPS-mediated cytokine expression.
NS of Korean Red Ginseng induces proinflammatory cytokines in macrophages
To assess the effect of NS on cytokine expression in BMDMs, increasing dosages of RGE or NS for 6 h were applied, and the expression of two proinflammatory cytokines (pro-IL-1b and TNFa) and an anti-inflammatory cytokine (IL-10) was measured. As seen in Fig. 2A , NS dose-dependently induced mRNA expression of all cytokines, similar to LPS treatment. Protein expression of pro-IL-1b was elevated by NS treatment in a dose-dependent manner (Fig. 2B) . We further investigated the time-dependent expression pattern of cytokines (Fig. 2C) . Pro-IL-1b and TNFa mRNAs were highly expressed at 1 h after LPS, RGE, or NS treatment, and expression levels were maintained until 16 h. The expression levels of pro-IL-1b and TNFa proteins were further confirmed by immunoblotting (Fig. 2D) . The effects of NS on cytokine upregulation were measured in a human monocytic cell line (THP-1). Human pro-IL-1b mRNA (Fig. 2E) and protein (Fig. 2F ) levels were elevated by NS. Taken together, NS potentially induces inflammatory cytokine expression in macrophages.
NS is a ligand for TLR 4
Based on the cytokine-inducing property of NS, we speculate that TLR may recognize NS. To confirm this, a TLR4 inhibitor, TAK-242 [15] , was applied in the presence of NS, LPS (TLR4 agonist), or heat-killed Listeria monocytogenes (HKLM, TLR2 agonist). As shown in Fig. 3A , all TLR agonists and NS induced pro-IL-1b and TNFa mRNA expression, which was attenuated by TAK-242 cotreatment, whereas HKLM did not. Relative cytokine mRNA expression levels were further analyzed by qPCR (Fig. 3B) . TAK-242 significantly inhibited RGE-, NS-, or LPS-mediated pro-IL-1b and TNFa mRNA expression, although the inhibition levels varied. The effect of TAK-242 on pro-IL-1b and TNFa protein expression was further confirmed (Fig. 3C) . Thus, NS-mediated cytokine expression was blocked by the TLR4 inhibitor.
NS induces NLRP3 expression while SF attenuates expression
Previously, we reported that RGE attenuate NLRP3 inflammasome activation, and ginsenosides (Rg1 and Rh3) were proposed as anti-inflammasome molecules [6] . In this study, we further elucidated the effects of NS or SF on the priming (1 st signal) and/or activating step (2 nd signal) of NLRP3 inflammasome activation.
Based on previous literature, the priming step mediated via NF-kB signaling and ROS upregulates NLRP3 expression and is a prerequisite for the activating step, which induces assembly of inflammasome components to maturation and secretes IL-1b [10, 16] . To observe the effects of RGE on the first signal, BMDMs were treated with RGE (Fig. 4A) , NS (Fig. 4B ), or SF ( Fig. 4C) with/ without LPS. Similar to the effect of RGE, NS, or SF on cytokine expression, RGE and NS without LPS induced NLRP3 mRNA and protein expressions while RGE and SF blocked LPS-mediated NLRP3 mRNA and protein expression. We further treated blockers for NF-kB signaling and ROS generation to RGE-, NS-, or LPS-mediated NLRP3 expression, as performed in the literature [10, 16] . RGE-or NS-mediated NLRP3 and pro-IL-1b upregulation was interrupted by Bay (NFkB inhibitor, Fig. 4D ) and inhibited by DPI (blocker for ROS generation, Fig. 4E ). Thus, NS of RGE upregulated NLRP3 and pro-IL-1b expression during the priming step through NF-kB signaling and/or ROS generation.
NS induces priming step of NLRP3 inflammasome activation while SF attenuates both of priming and activation
To investigate the effects of SF or NS on continuous NLRP3 inflammasome activation, we treated fractions during the priming or activation steps. As seen in Fig. 5A , BMDMs were treated with SF or NS with/without LPS (1 st signal) during the priming step. Cells were further treated with NLPR3 trigger (NG) at the activation step. As expected, SF attenuated LPS-mediated pro-IL-1b and NLRP3 expression, resulting in inhibition of NG-mediated Casp1 (p20) and IL-1b (p17) secretion and Asc speck formation. By contrast, NS without LPS induced pro-IL-1b and NLRP3 expression, resulting in induction of NG-mediated NLRP3 inflammasome activation. Thus, SF and NS oppositely acted on the priming step of NLRP3 inflammasome activation. As shown in Fig. 5B , LPS-primed BMDMs were treated with NG (2 nd signal) with/without SF or NS during the activation step. NS did not change NG-mediated Casp1 and IL-1b secretion or ASC pyroptosome formation, while SF attenuated NGinduced NLRP3 inflammasome activation. Thus, SF during the activation step inhibited NLRP3 inflammasome activation. The current treatment concentration of RGE, NS, or SF did not show any cytotoxicity (Fig. 5C ). Taken together, NS of RGE upregulated NLRP3 expression in the priming step (1 st signal) but not the activation step (2 nd signal), unlike SF.
NS induces cytokine production and maturation in mice
To assess the effect of NS on in vivo cytokine production and/or maturation, mice were intraperitoneally or orally administrated NS, and cytokine levels in peritoneal lavage fluids or serum were observed. Intraperitoneal NS injection significantly increased the number of peritoneal exudate cells (Fig. 6A) as well as peritoneal IL-1b maturation (Fig. 6B ) and IL-6 production (Fig. 6C) , similar to LPS treatment. Serum IL-1b (Fig. 6D ) and IL-6 (Fig. 6E ) expression was also induced by NS injection, although the cytokine levels induced by NS treatment were lower than those induced by LPS injection. In addition, we elucidated the effect of oral administration of NS on LPSinduced peritonitis. Mice were injected with LPS or PBS after NS feeding for 7 d, after which peritoneal IL-1b maturation (Fig. 6F ) and IL-6 production ( Fig. 6G) were measured. Oral administration of NS did not induce any cytokine production but did increase peritoneal IL1b and IL-6 secretion. Thus, both peritoneal injection and oral administration of NS induced production and maturation of cytokines.
Discussion
In this study, we elucidated the properties of saponin and nonsaponin subfractions of RGE on the priming and activating steps of NLRP3 inflammasome. Nonsaponin components of RGE stimulated expression of inflammatory cytokines such as pro-IL-1b via TLR4 signaling, whereas saponins of RGE attenuated TLR-mediated cytokine production. NS also upregulated NLRP3 transcription, which is an essential prerequisite for NLRP3 inflammasome activation [10, 16] , whereas saponins attenuated NLRP3 transcription during the priming step. Although SF and its ginsenosides attenuated NLRP3 inflammasome-mediated IL-1b maturation [6] , NS had no effect on NLRP3 inflammasome activation. The role of nonsaponins in cytokine production and maturation was further confirmed in mice. IP-injected NS increased the number of peritoneal exudate cells [17] as well as peritoneal and serum IL-1b and IL-6 secretion, similar to LPS injection. However, oral administration of nonsaponins did not induce cytokine secretion. Taken together, NS of Korean Red Ginseng are suggested to be immunostimulatory agents by acting as a first signal in NLRP3 inflammasome activation and stimulating TLR4 to produce cytokine production in macrophages.
Ginsenosides, which are biological active saponin compounds found in P. ginseng, have been reported as anti-inflammatory agents [18] . Ginsenosides significantly inhibit production of proinflammatory mediators such as TNFa, IL-1b, and monocyte chemoattractant protein-1 as well as inducible nitric oxide synthase and cyclooxygenase-2 [19] . Molecular targets of ginsenosides have been identified for regulation of inflammatory responses [18] . Ginsenosides suppress NF-kB signaling, including phosphorylation of IkBa, an inhibitor of NF-kB (p65/p50) activation, as well as activation of IkB kinase and phosphorylation of ERK (extracellular signaleregulated kinases) 1/2, JNK (c-Jun N-terminal kinases), and c-Jun [20e22]. Ginsenosides reduce cAMP, which activates protein kinase A, by inhibiting phosphodiesterase type 4, resulting in activation of NF-kB activation [23] . NF-kB signaling mediates upregulation of IL-1b precursor and NLRP3 genes in the priming step of NLRP3 inflammasome activation, and inflammasome assembly cannot be completed without NF-kB signaling [10] . SF in the priming step interrupted inflammasome activation since ginsenosides blocked NF-kB signaling. Thus, SF act as anti-inflammasome agents in the priming and activating steps.
Similar to our results, several studies revealed that nonsaponin components of ginseng upregulate expression of several cytokines in macrophages. Polysaccharides from P. ginseng, also called ginsan, upregulate proinflammatory cytokines such as TNFa, IL-1b, IL-6, and INF-g in macrophages [24, 25] . Red ginseng acidic polysaccharide (RGAP) combined with INF-g enhances IL-1, IL-6, TNFa, and nitric oxide (NO) production via enhanced NF-kB signaling [26] . In addition, low levels of IL-1 and IL-6 are detectable in RGAPtreated macrophages, whereas TNFa is not affected by RGAP [26] . RGAP treatment was shown to induce NO reduction in RAW264.7 cells without morphological changes, unlike LPS [27] . Induced NO production is associated with enhanced levels of inducible nitric oxide synthase and nuclear transcription factors (NF-kB, AP-1 (activator protein 1), and CREB (cAMP response element binding protein)) through ERK and JNK signaling and TLR2 as a surface receptor [27] . In addition, ginseng radix is known to induce production of TNFa and IFN-g in spleen cells and peritoneal macrophages but had no effect in TLR4-deficient mice [28] . Ginseng radix extract was further shown to not be contaminated by LPS [28] . Thus, NS induce proinflammatory cytokines via TLR2 or TLR4 signaling in macrophages.
Inflammasomes not only recognize pathogens, but also sense abnormal metabolites, such as saturated fatty acid palmitate, lipotoxic ceramides, islet amyloid polypeptide, and minimally oxidized low density lipoprotein [29, 30] . In addition, IL-1b resulting from inflammasome activation promotes metabolic inflammation and metabolic pathologies and their complications [31] . Macrophages sense metabolites and express TLR family proteins and inflammasomes to induce inflammation by secreting proinflammatory cytokines such as IL-1b [32] . Expression of TLR2 and TLR4, the first signal for inflammasome activation, was shown to be a mediator for metabolic inflammation and insulin resistance [33] . Expression of NLRP3 is directly correlated with insulin resistance via IL-1b-mediated Th1 proinflammation in adipose tissue [29, 32] . Human clinical trials based on blockage of the IL-1 receptor significantly improved insulin sensitivity and beta-cell function [34] . Based on the present study, we speculate that saponin of RGE attenuated inflammasome activation, resulting in improved metabolic inflammation, while the nonsaponin may be present to induce inflammation.
In conclusion, we suggest that Korean Red Ginseng is not only an inflammatory modulator, but also an NLRP3 inflammasome modulator. In this study, ginsenoside-enriched SF interrupted cytokine expression while NS stimulated cytokine upregulation. During NLRP3 inflammasome activation, SF attenuated NLRP3 gene and pro-IL-1b precursor levels during the priming step and also blocked assembly of NLRP3 inflammasome. NS induced NLRP3 gene and pro-IL-1b precursor expression but did not affect inflammasome assembly. Thus, Korean Red Ginseng acts as a stimulator and inhibitor of the NLRP3 inflammasome response and activation.
